The preceeding paper described that cry stalline ovalbumin was capable to combine with sodium glucuronate to a certain molar ratio in vitro at physiological condition, and that the binding of glucuronic acid was ex traordinally stable (1) . Previously it was also demonstrated by our coworkers that various bacterial exotoxins, when incubated with sodium glucuronate under the similar condi tion, reduced their toxicity but retained their antigenicity in the flocculation as well as in the immunization tests (2) (3) (4) (5) (6) (7) .
It was, therefore, worth to further investi gate the immunological nature of the glu curonic acid bound protein. This communi cation is concerned with the comparison in antigencity of glucuronic acid bound oval bumin (OA-G) with crystalline ovalbumin (OA). Crystalline Ovalbumin-OA was prepared by the sodium sulfate method described by K e k w i c k and Cannan (8) . N content: 14.76%, Glucuronic Acid Bound Ovalbumin-OA was treated with sodium glucuronate as described in previous paper (1) . OA was incubated with sodium glucuronate in 0. 5 Calculating the molecular weight of OA as 45,000 (9), the combining ratio with glucuronie acid was estimated 1 :4-5. Immunization-10 Albino rabbits weighing about 3 kg. were Immunized by subcutaneous injection. Each 0.2 ml. of 0.25% OA or OA-G was injected seven times at intervals of 3 to 5 days. 24 hours after each inoculation, the sensitivity was measured by Art h u s reaction (10) . Bleedings were performed from the heart and antisera were obtained.
Dilution of Antigens-OA or OA-G 2.5 mg./ml. dissolved in Ringer's solution was diluted with the same solution in a serial two-fold dilution.
Dilution of Antisera-Antisera against OA or OA-G were diluted with Ringers solution containing 1% of Gum Arabic in the same way.
Precipitation Test by Double Diffusion in Agar GelThe test was performed according to the technique described by Ouchterlony (11). Immunoelectrophoresis-This was performed according to the technique described by G r a b a r (12) . Agar gel on glass plate (14 cm. by 8 cm.) was prepared as described above. Antigens were separated electro phoretically using Veronal buffer pH 8.6, ionic strength, 0.05, constant voltage of 6 volts./cm., current range of 3-3.5 mA./cm. applied for 3 hours at 15°C. After electrophoretic separation of antigens, horizontal troughs were filled with undiluted antisera.
Diffusion was allowed to proceed under the same conditions as described for the Ouch t e r l o n y plates. Specific Absorption Test-Anti-OA-G serum* diluted 1 : 2 and the equal volume of OA dilution at optimum proportion were mixed in the test tube and allowed to stand in the ice box for 48 hours. Precipitated antigen antibody complex was removed by centrifuga tion. The supernatant, which gave no more precipita tion with OA, was then submitted to tube precipitin test and precipitation in agar gel against OA-G dilutions. RESULTS Tables  I and II The reaction between anti-OA serum and various dilutions of OA (Fig. I a) or of OA-G (Fig. 1 b) showed a single and continuous precipitin line. of OA (a) and OA-G (b) were separated electrophoretically in an agar layer. After the electrophoresis, each of undiluted antisera was introduced into the horizontal trough and allowed to form precipitate arcs.
AND DISCUSSION
As seen in Fig. 4 , the specific precipitin arc was each single. However, the location of the arcs formed with OA did not coincide with that with OA-G, because OA-G should migrate faster than OA toward anode in the electrophoresis.
This fact suggests that OA-G is more acidic than OA. By the electrophoretic procedure too, the immunological difference between the two antisera was not observed.
For further confirmation of the antigenic similarity between OA and OA-G, specific absorption test was performed. By the tube precipitin test of undiluted anti-OA-G serum against various dilutions of OA, the optimum proportion was estimated to be 1: 32.
Anti-OA-G serum was then absorbed with OA solution at the optimum proportion.
The absorbed supernatant, after concen trated by using Sephadex G-25 to the initial volume, was subjected to precipitin test with OA-G. In both tube precipitin and gel dif fusion tests negative results were obtained.
In addition, it was investigated if Dglucuronic acid itself could exhibit any inhi bitory effect upon the precipitin reaction of OA-G system. No notable influence could be observed.
Therefore, the results so far obtained sug gest that OA and OA-G are almosl identical
